SUPPLEMENTARY RESULTS

Supplementary Figure 1. Phenotypic screening of carbamates in 3T3-L1 cells. 3T3-L1
preadipocytes were induced to differentiate into adipocytes two days post-confluence in the presence of 10 µM individual carbamates. Two days later, induction media was replaced with maintenance media and compounds refreshed. The extent of lipid accumulation and adipocyte differentiation was evaluated on day 7 using the fluorescent lipid Nile red (shown in green). Representative hits are shown. Scale bar indicates 100 µm. Gel-based competitive ABPP data for WWL113, WWL229, and JW972 tested against Ces3 and Ces1f recombinantly expressed in HEK293T cells. Proteomes were incubated with the indicated concentration of each compound prior to incubation with the FPrhodamine probe. Note that the top dose of WWL229 and JW972 (20 µM) is greater than that of WWL113 (10 µM). Scans of representative gels used to fit IC 50 curves are shown(n = 3). IC 50 values were calculated by normalizing the intensity of scanned enzyme bands to the abundance of a common Comassie-stained protein band. DMSO lanes were set as 100% enzyme activity. Error bars represent s.d. (n = 3).
Supplementary
Supplementary Figure 6
. WWL229 is a selective Ces3 inhibitor. (a) WWL113, but not WWL229, inhibits recombinant ABHD6 expressed in HEK293T cells. Proteomes were incubated with 10 µM of each compound prior to gel-based competitive ABPP. (b) Gel-based competitive ABPP was used to establish the selectivity of WWL229 (20 µM) on a set of serine hydrolases related to Ces3, using COS-7 lysates from cells overexpressing each enzyme individually. WWL229 inhibits Ces3, but not Ces1, Ces1f, or Ces1c. Gel-based competitive ABPP was also used to profile WWL113 (10 µM), WWL113U (10 µM), WWL228 (20 µM), and WWL229 (20 µM) in (c) 10T1/2 adipocyte proteomes, and (d) lysates from COS-7 cells overexpressing Ces3 or Ces1f. Arrow points to Ces3/Ces1f band. WWL229 inhibits Ces3, but not Ces1f. WWL228 does not inhibit Ces3 or any other serine hydrolase in the adipocyte proteome. 
SUPPLEMENTARY NOTE
Compound synthesis. All commercially available chemicals were obtained from Aldrich, Acros, Fisher, Fluka, or Maybridge and were used without further purification, except where noted. Dry solvents were obtained by passing these through activated alumina columns. All reactions were carried out under an inert nitrogen atmosphere using oven-baked glassware unless otherwise noted.
Flash chromatography was performed using 230-400 mesh silica gel 60. NMR spectra were generated on Varian 400 MHz instrument. Chemical shifts were recorded in ppm relative to tetramethylsilane (TMS) with multiplicities given as s (singlet), bs (broad singlet), d (doublet), t (triplet), dt (double of triplets), q (quadruplet), qd (quadruplet of doublets), m (multiplet). Full synthesis details of the carbamate library, including that of WWL228 are provided in reference 21. Synthesis of FPrhodamine is described in reference 51, and FP-biotin is described in reference 52. Azide-rhodamine and azide-biotin synthesized and characterized as described in reference 29.
Synthesis of WWL113, WWL113U, WWL229 and JW972 Ethyl 4'-((methyl(3-(pyridin-4-yl)benzyl)carbamoyl)oxy)-[1,1'-biphenyl]-4-carboxylate (WWL113)
To a stirring solution of N,N'-disuccinimidyl carbonate (2.643 g, 10.32 mmol) and Et 3 N (0.58 mL, 4.13 mmol) in dry CH 2 Cl 2 (10.0 mL) was added ethyl 4'-hydroxy-[1,1'-biphenyl]-4-carboxylate (500 mg, 2.06 mmol). The reaction mixture was stirred at room temperature for 2 hours and then treated with 10.0 mL of saturated aqueous NaHCO 3 solution. The organic layer was separated and the aqueous layer 68, 144.93, 144.88, 138.33, 138.27, 137.49, 130.28, 129.91, 129.77, 129.45, 128.97, 128.64, 128.48, 128.44, 128.23, 127.13, 126.92, 126.59, 126.12, 61.20, 53.10, 35.17, 34.55 71, 155.75, 150.34, 148.11, 145.04, 139.42, 138.86, 138.81, 134.66, 130.20, 129.78, 128.89, 128.27, 127.79, 126.62, 126.40, 126.15, 121.84, 120.33, 61.08, 52.33, 34.87, 14.50 
4-nitrophenyl 2-(3-methoxypropyl)piperidine-1-carboxylate (WWL229)
To a stirring solution of 2-(3-methoxypropyl)piperidine (750 mg, 4.77 mmol) and Et 3 N (1.99 mL, 14.31 80, 152.75, 144.86, 125.26, 122.48, 72.54, 58.87, 52.22, 40.34, 29.16, 26.73, 26.00, 25.57, 18.96 09, 155.19, 79.44, 51.74, 50.06, 38.62, 31.10, 29.09, 28.60, 25.73, 25.16, 19.24 
tert-butyl 2-(3-bromopropyl)piperidine-1-carboxylate (2)
To a stirring solution of tert-butyl 2-(3-methoxy-3-oxopropyl)piperidine- 
tert-butyl 2-(3-(prop-2-yn-1-yloxy)propyl)piperidine-1-carboxylate (3)
To a stirring solution of prop-2-yn-1-ol (145 mg, 2.58 mmol) in dry DMF (2.6 mL) we slowly added NaH (93 mg, 3.88 mmol) at 0 o C. The reaction mixture was stirred at 0 o C for 1 hour and tert-butyl 2-(3-bromopropyl)piperidine-1-carboxylate (396 mg, 1.29 mmol) was then added at room temperature.
After stirring at room temperature for 12 hours, the reaction mixture was treated with 5.0 mL of saturated aqueous NaHCO 3 solution. The organic layer was separated and the aqueous layer extracted with ethyl acetate. The combined organic extracts were washed with brine, dried over 29, 80.06, 79.32, 74.41, 70.08, 62.61, 58.15, 51.20, 38.71, 28.63, 26.45, 26.24, 25.76, 19.14 
4-nitrophenyl 2-(3-(prop-2-yn-1-yloxy)propyl)piperidine-1-carboxylate (JW972)
To a stirring solution of tert-butyl 2-(3-(prop-2-yn-1-yloxy)propyl)piperidine-1-carboxylate (141 mg, 0.50 mmol) in dry CH 2 Cl 2 (1.0 mL) we added TFA (0.12 mL, 1.50 mmol) at 0 o C. The reaction mixture was stirred at 0 o C for 2 hours. After stirring, the reaction mixture was treated with 5.0 mL of saturated aqueous NaHCO 3 solution. The organic layer was separated and the aqueous layer extracted with CH 2 Cl 2 . The combined organic extracts were washed with brine, dried over MgSO 4 , filtered and concentrated. The crude product was used without further purification. To a solution of 2-(3-(prop-2-yn-1-yloxy)propyl)piperidine in CH 2 Cl 2 (5.0 mL) we added 4-nitrophenyl chloroformate (111 mg, 0.55 mmol) and Et 3 N (0.26 mL, 1.50 mmol) at room temperature. After stirring at room temperature for 12 hours, the reaction mixture was treated with 5.0 mL of saturated aqueous NaHCO 3 solution. The organic layer was separated and the aqueous layer extracted with CH 2 Cl 2 . The combined organic NMR Spectra for WWL113, WWL113U, WWL229, and JW972
